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Figure S1 Gene expression pattern between ICM, epiblast, and ESCs. The general overlap of the genes expressed between these types of cells was shown.
Figure S4 Splice specific differential expression of Dppa4 in ICM, epiblast, and ESCs. The dramatic regulation of alternative splicing was shown at single base resolution. Gene expression dynamics during ICM outgrowth. The expression pattern of the genes related to pluripotency and self-renewal ability was shown.
Figure S7 Figure 3 Quality check of the single cell RNA-Seq data for ICM outgrowth. These analyses showed that the single cell RNASeq data are highly reproducible, reliable, and accurate for ICM outgrowth and ESCs. The expression of 385 ESC related genes during ICM outgrowth by single cell real-time PCR. Single cell RNA-Seq RefSeq transcripts and splice variants counts for ICM outgrowth. Table S3 Figure 3 Summary of RNA-Seq alignments for ICM outgrowth. Table S4  Figure 6 GO analysis of functions, networks, and pathways for ICM outgrowth. Table S5 Figure 7 MicroRNA expression profile of ICM from E3.5 blastocysts and ESCs. Table S6  Figure 7 MicroRNA enrichment calculations using target prediction algorithms of PicTar, Miranda, or TargetScan. Table S7 Figure 3 & Figure  7 The lists of 1,378 potential pluripotency genes. Gata6, Pramel7, Tbx3, Bmi1, Bcl2l14, Nr5a2 , and Amhr2 (Table S1) . (Table S2) . RNA-Seq reads aligned to regions (exonic or exon-exon junctions) specific to a single transcript are used to differentiate between spliced transcripts. Dppa4 gene is known to encode two alternative spliced forms NM_001018002 (transcript variant #1, which has one specific exon and 2 specific exon-exon junctions, one of them being represented in this plot) and NM_028610 (transcript variant #2, which has one specific exon-exon junction). The number of reads covering NM_001018002 specific junction in (A) ESC (13 counts) is much less than the coverage obtained from (B) ICM cells (88 counts). The opposite trend is observed for NM_028610 specific exon-exon junction, for which we observe more reads in ESC (142 counts) compared to the reads observed the ICM (35 counts, Table S2 ). Table S4 ). The pvalue was estimated using Ingunity systems software (www.ingenuity.com). The number of these reads as a fraction of the total number of reads produced by cell type is represented in these pie charts. We generated 500 millions reads in total (Table S3) . We obtained about 60 -74% of reads that mapped uniquely to Refseq, known junctions, and the genome. There are about 2 -3 % reads that mapped uniquely to known exon junctions.
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Here, Genome means these reads uniquely mapped to the mouse genome, but did not map to RefSeq transcripts. The percentages are calculated based on aggregated reads for each cell type. The detailed alignment summary for each individual cell is listed in Table   S3 . ( 
